[Abstract] The RNA exosome complex plays a central role in RNA processing and regulated turnover.
This assay may also be applied effectively to affinity purified DIS3-3xFLAG as previously described (Domanski et al., 2016) .
Examples of the manipulations associated with the affinity capture aspects of the following protocol can be viewed in our online video protocol (LaCava et al., 2016).
A. Re-capture of RNA exosomes from the glycerol gradient 1. After retrieving the fractions from the gradient, pool together up to two fractions constituting the peak of intact EXOSC10-containing exosomes (up to ~450 μl total volume). 4. Transfer diluted fractions from step A2 into a 1.5 ml tube with pre-washed beads.
Incubate for 30 min with rotation at 4 °C (cold room).
6. Place on a magnet, wait until the beads are collected at the side of the tube, and remove the supernatant.
Note: The supernatant may be compared to the input by protein staining or Western blot to monitor the extent of exosome depletion.
7. Wash once with 1 ml wash solution (see Recipe 2).
8. Resuspend the affinity medium in 25 µl wash solution.
Add 25 µl of the 2x reaction solution (see Recipe 3).
10. Incubate at 37 °C with mixing at 1,000 rpm. 3. Heat the samples at 80 °C for 30 sec and then place on ice. Spin down briefly before loading.
Note: Heating the sample denatures the RNA and dissociates RNA-protein assemblies.
4. Wash the urea out from the wells using a syringe with a bent needle.
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Data analysis
The distributive, 3'-5' exoribonucleolytic activity of EXOSC10 can be observed as 'laddering' of the substrate degradation intermediates, shifting increasingly over time toward lower molecular mass species; and thus, increasingly toward the bottom of the gel. Such a pattern is depicted in Figure 1 . 
